Over the last decade, microRNAs (miRNAs) have emerged as a prominent class of novel negative regulators of gene expression 1 . These non-coding single-stranded RNAs are evolutionary conserved, and function as guide molecules in posttranscriptional gene silencing by partially complementing with the 3′ untranslated region (UTR) of the target, resulting in mRNA degradation or translational repression 2 . Remarkably, aberrant expression of miRNAs may contribute to development of diverse neoplasia and in some cases correlates with clinical-pathological features of tumors representing potential prognostic markers and novel therapeutic targets in cancer 3 . One mechanism by which miRNAs may induce tumorigenesis is by affecting the production of
Scientific RepoRts | 6:34504 | DOI: 10.1038/srep34504 angiogenic factors and neovascularization processes. Angiogenesis is a complex mechanism of neovascular formation from pre-existing blood vessels. Pathological formation of new blood vessels confers advantages to tumor growth and metastasis establishment; therefore molecular mechanisms of angiogenesis are major issues in the understanding of cancer progression, and constitute an important therapeutic target in cancer 4 . Recent investigations into molecular mechanisms of tumor angiogenesis have led to the identification of novel angiogenic targets, which have been translated into the development of promising anti-vascular agents 5 . In neoplasms, tumor-derived factors promote angiogenesis through the activation of multiple cellular processes such as cell division, growth, migration and invasion 6 . Key pro-angiogenic factors that enhance endothelial cell migration and capillary-like structure formation include the hypoxia-inducible factor 1-alpha (HIF1α), the vascular endothelial growth factor A (VEGFA), the transforming growth factor beta-1 (TGFβ1), the angiopoietins (ANGPT1 and ANGPT2), the plasminogen (PLG), and endostatins. Importantly, several genes involved in angiogenesis-dependent growth of tumors are regulated by miRNAs [7] [8] [9] [10] . Therefore, deciphering the miRNAs network responsible for the modulation of angiogenesis might lead to discovery of novel therapeutic approaches for cancer. Nonetheless, the potential biological role of most miRNAs in angiogenesis regulation of breast cancer is poorly understood. Here, we analyzed the microRNome of primary breast tumors and found that miR-204 was suppressed in clinical specimens. Furthermore, we provide experimental data indicating that miR-204 inhibits diverse hallmarks of breast cancer, in particular angiogenesis through the targeting of key pro-angiogenic genes.
Results
Global miRNAs profiling of locally invasive breast tumors. In order to identify miRNAs differentially expressed between primary breast tumors and normal mammary tissues, we profiled 667 mature miRNAs using stem-loop reverse transcription-quantitative PCR (RT-qPCR) in TaqMan low-density arrays (TLDAs). Tumors were collected from nine patients with locally invasive ductal breast carcinomas (discovery cohort). An overview of the clinical and pathological features of tumors and patients included in this study is given in Table 1 . After comparative 2-ΔΔCt analyses, we identified a total of 54 miRNAs significantly deregulated in clinical specimens (|log 2 (T/N)| > 1.0; p < 0.05). Of these, 34 miRNAs were downregulated and 20 were upregulated (Table 2 ). This panel of miRNAs was able to separate the tumors group from the normal samples in the 2-way unsupervised hierarchical cluster shown in Fig. 1A indicating that differences among samples were not due to heterogeneity or the presence of different cell types in biopsies. A group of 23 miRNAs (four upregulated and 19 downregulated) were homogeneously expressed across the set of tumors (see Supplementary Table 1 ). These include miRNAs with known roles in breast cancer development such as miR-7, miR-10b, miR-21, miR-100, miR-155, miR-195, miR-221, and miR-218. In addition, we found that a large number of predicted target genes belong to key cellular pathways that might modulate the hallmarks of cancer, including MAP kinases, focal adhesion, WNT, TGF-β, and ERBB signaling (see Supplementary Table 2) . A number of 14 miRNAs were located in chromosomal regions frequently deleted or amplified in breast cancer. In order to corroborate the differential expression of miRNAs identified by TLDAs, eight deregulated miRNAs were analyzed by RT-qPCR in biological replicates. Results showed that expression levels of miR-335, miR-10b, miR-944, miR-301a, miR-18b, miR-204, miR-130b, and miR-188-5p were similar in both assays (Fig. 1B) . To further validate the arrays results, we analyzed a larger and independent dataset of miRNAs expression in 776 breast tumors and matched adjacent tissues (validation cohort) obtained from The Cancer Genome Atlas (TCGA). Results showed that of the 54 miRNAs that we previously found with differential expression in the discovery cohort 33 were reported in TCGA sets. Of these, 29 miRNAs exhibits expression levels very similar to those found in our miRNome analysis, whereas only four miRNAs showed discordant expression between the discovery and validation cohort (p < 0.0001; see Supplementary Fig. 1 ). MicroRNA-204 is suppressed in breast tumors and cancer cell lines. The miRNAs profiling of locally invasive breast tumors allowed us to evidence that, in particular, miR-204 was suppressed. To study the biological relevance of miR-204, we measured its expression by RT-qPCR in clinical specimens obtained from an independent cohort of 58 breast cancer patients. Clinical features of breast tumors including hormonal receptors status, tumor size, histology, clinical stage, and tumor grade are summarized in Table 3 . Results indicated that miR-204 expression was significantly low (p < 0.05) in breast tumors in comparison with normal adjacent tissues ( Fig. 2A) . No association between miR-204 levels and the status of estrogen, progesterone and HER2/neu receptors was found. We further performed a validation analysis using 776 breast tumors and matched normal adjacent samples from the TGCA datasets. Results confirmed that miR-204 was significantly (p < 0.0001) suppressed in breast tumors in comparison to normal tissues in this large cohort of patients (Fig. 2B) . Moreover, we found that miR-204 was severely downregulated in MCF-7, MDA-MB-231, MDA-MB-45, ZR-45, and T47-D breast cancer cell lines when compared with non-tumorigenic MCF-10A cells and normal tissues (Fig. 2C ).
MicroRNA-204 inhibits cell proliferation and anchorage-independent growth. We next wondered whether ectopic expression of miR-204 could have tumor suppressor effects in vitro. Results of MTT assays showed that the growth of both MDA-MB-231 and MCF-7 cells transfected with miR-204 was significantly (p < 0.05) decreased in comparison with non-transfected and scramble transfected control cells (Fig. 3A,B) . Moreover, colony formation assays indicated that anchorage-independent growth was attenuated (p < 0.05) by miR-204 in both cell lines relative to controls (Fig. 3C,D) .
MicroRNA-204 impairs cell migration and invasion. To evaluate the contribution of miR-204 in cell migration and invasion we restored its expression in triple negative MDA-MB-231 (highly metastatic) and estrogen responsive MCF-7 (poorly invasive) breast cancer cell lines and then performed scratch/wound-healing and transwell assays. Results showed that monolayer restoration at 24 h was significantly (p < 0.05) delayed by 82% and 72% in MDA-MB-231 and MCF-7 cells respectively in comparison with non-transfected control cells (Fig. 3E,F) . Furthermore, we found that the number of migratory cells at 24 h was reduced (p < 0.05) in miR-204-expressing MDA-MB-231 cells in comparison with control ( Fig. 3G,H) . Congruently, restoration of miR-204 levels also attenuated the ability of MDA-MB-231 cells to invade matrigel chambers (Fig. 3I ).
MicroRNA-204 impairs angiogenesis in vitro.
Tumor progression requires a sustained angiogenesis.
As the role of miR-204 in angiogenesis is largely unknown in breast cancer, we investigated its contribution in this cancer hallmark. We carried out tube formation assays using human umbilical vein endothelial cells (HUVEC), which is one of the simple but well-established in vitro angiogenesis assays based on the ability of endothelial cells to form three-dimensional (3D) capillary-like tubular structures. Co-cultures of HUVEC with MDA-MB-231 or MCF-7 breast cancer cells in different conditions were performed. As expected MDA-MB-231, MCF-7 and HUVEC cells alone did not form tubules-like structures ( Fig. 4A-C) . In contrast, a strong angiogenic effect was observed in HUVEC cells treated with recombinant VEGFA used as positive control (Fig. 4D) . Typical HUVEC tubular networks on the matrigel were observed at 24 h. Co-incubation of HUVEC with MDA-MB-231 or MCF-7 cells transfected with scramble control also resulted in an angiogenic behavior as the 
MicroRNA-204 inhibits vascularization and angiogenesis in vivo. Then we asked if miR-204 have
an effect in blood vessels formation in a nude mice model. A direct in vivo angiogenesis assay (DIVAA) was setup as describes in Methods. In this assay, the cellular in vivo vascularization was evaluated using transplanted angioreactors, which provides a system to determine an effective response to angiogenic modulating factors. Angioreactors containing basement membrane extract (BME) mixed with VEGF/FGF1 (positive control), scramble transfected cells (negative control), or miR-204 transfected cells (test) were implanted in nude mice. After nine days of implantation angioreactors were removed and vascularization analyzed (Fig. 5A ). Data showed a significant blood vessels infiltration in angioreactors containing pro-angiogenic factors VEGF and FGF1. In contrast, angioreactors mixed with MDA-MB-231 cells transfected with scramble showed a significant very low infiltration ( MicroRNA-204 modulates genes involved in cell proliferation, migration and angiogenesis. In order to identify potential target genes of miR-204 associated to the inhibition of the cancer hallmarks described above, we carried out a transcriptional profiling of MDA-MB-231 cells that ectopically express miR-204 (see Supplementary Fig. 2 ) using DNA microarrays. Data from two biological replicates were analyzed, normalized, and raw p-values adjusted. Only the genes with a significant fold change (FC > 1.5; p < 0.05) were included in this analysis. Genome-wide analysis showed that 549 genes (311 upregulated and 238 downregulated) were significantly modulated (see Supplementary Table 3) . To validate DNA microarrays data, the mRNA expression of ten selected genes was analyzed by RT-qPCR using specific oligonucleotides (see Supplementary Table 4 ). Triplicates were performed for each sample and for each gene. In all cases, the mRNA expression values obtained by RT-qPCR were similar to those found by DNA microarrays analysis (see Supplementary Fig. 3 ). Classification of genes based on Gene ontology categories indicated that a number of genes were involved in cellular processes and pathways frequently deregulated in human cancers (Fig. 6A,B ). Of the 238 downregulated genes a subset of 22 genes contains potential miR-204 binding sites at their 3′UTR as predicted by TargetScan and Pic-Tar programs (Fig. 6C) , and three genes (FOXC1, RAB22A, SMAD4) were previously reported as truly miR-204 targets. Interestingly, these repressed genes are involved in functions related to cell proliferation, migration, apoptosis and angiogenesis (see Supplementary Table 5 ). In agreement with the suppressive role of miR-204 in cell proliferation and angiogenesis, the pro-angiogenic angiopoietin-1 (ANGPT1) and the transforming growth factor β receptor type 2 (TGFβR2) genes were downregulated in MDA-MB-231 cells with restored expression of miR-204. In particular, these genes play key roles in cell migration, invasion and in the activation of angiogenesis program of tumor cells.
MicroRNA-204 targets the angiogenesis-related ANGPT1 and TGFβR2 genes. Increased expression of ANGPT1 and TGFβR2 promotes cell proliferation and angiogenesis in diverse types of tumors 11, 12 , thus its reliable to propose that miR-204 may negatively regulate these cellular processes through direct targeting of both genes. To corroborate whether miR-204 can exerts posttranscriptional repression of ANGPT1 and TGFβR2, we used luciferase reporter gene assays. Nucleotides sequences corresponding to 3′UTR of either ANGPT1 or TGFβR2 genes were cloned downstream of the luciferase coding region of pmiR report vector (Fig. 6A ). In addition, three point mutations in the predicted miR-204 binding site of the 3′UTR of ANGPT1 or TGFβR2 genes were included in the analysis. Recombinant pmiR-LUC-ANGPT1 and pmiR-LUC-TGFβR2 plasmids were transfected into MDA-MB-231 cells and luciferase activity was analyzed after 24 h. Data showed that ectopic expression of miR-204 and co-transfection of either pmiR-LUC-ANGPT1 or pmiR-LUC-TGFβR2 constructs resulted in a significantly reduction of the relative luciferase activity in comparison with controls (Fig. 7B) . When mutated sequences of the 3′UTR of ANGPT1 and TGFβR2 genes were assayed, no significant changes in luciferase activity were found indicating that miR-204 binding was specific. Furthermore, Western blot assays corroborated that miR-204 restoration resulted in a significant decrease of the endogenous ANGPT1 and TGFβR2 proteins in both MDA-MB-231 and MCF-7 cells (Fig. 6C,D) . In order to extend our observations, then we evaluated if miR-204 suppression in clinical breast tumors correlates with the increased expression of ANGPT1 and TGFβR2 proteins. Our results indicated that the mean expression of ANGPT1and TGFβR2 was increased (60%) in miR-204-deficient breast tumors in comparison with normal tissues (Fig. 6E,F) . To further corroborate these findings, an integration-based approach was applied to compare the ANGPT1 and TGFβR2 expression in a larger cohort of breast cancer patients (n = 522) using datasets from TCGA. Results indicate that both ANGPT1 and TGFβR2 were downregulated in the half of samples (Fig. 6G) . Furthermore, the expression of ANGPT1 and TGFβR2 was evaluated by Western blot in the six breast cancer cell lines which exhibits reduced miR-204 levels. We found higher ANGPT1 expression in MDA-MB-231, BT20, MCF-7, and ZR-75-1 cell lines, but not inT47D and SKBR3 cells, in comparison to non-tumorigenic MCF-10A and normal adjacent tissues (Fig. 6H) . In a similar way high expression levels of TGFβR2 were observed in five breast cancer cell lines, except for ZR-75-1 cells, relative to MCF-10A and normal tissues. These data suggested the existence of an inverse correlation between the expression of mR-204 and ANGPT1 and TGFβR2 proteins in the majority of breast cancer cell lines tested.
TGFβR2 gene silencing, but not ANGPT1, impairs cell proliferation and migration. As we previously evidenced that miR-204 directly binds to 3′UTR of the pro-angiogenic ANGPT1 and TGFβR2 genes and inhibits its expression, we sought to determine if targeted inhibition of ANGPT1 and TGFβR2 could affect cell proliferation and migration. Therefore, we proceeded to knock-down its expression by RNA interference using two specific shRNAs targeting both the ANGPT1 and TGFβR2 genes (see Supplementary Table 6 ). The designed shRNAs dubbed as sh-ANGPT1 1.1, sh-ANGPT1 1.2, sh-TGFβR2 1.1 and sh-TGFβR2 1.2 were cloned in pSilencer vector. The constructs were individually introduced into MDA-MB-231 cells and protein expression was analyzed by Western blot 48 h after transfection. Results showed that the four short-hairpin sequences effectively down-regulate both the ANGPT1 and TGFβR2 expression (Fig. 8A,B) . Densitometric analysis of immunodetected bands showed that gene silencing induced by sh-ANGPT1 1.2 and sh-TGFβR2 1.1 sequences was more effective since they suppressed ANGPT1 and TGFβR2 expression by 58% and 62%, respectively, thus they were selected for further experiments. GADPH used as a control, did not showed significantly expression changes between treatments. The effects of ANGPT1 and TGFβR2 silencing in cell proliferation were evaluated in MDA-MB-231 cells. Results of MTT assays showed that cell proliferation was significantly (p < 0.05) decreased in TGFβR2 -deficient cells at 24 h and 48 h in comparison with control (Fig. 8C) . In contrast, we did not observed significant differences in cell proliferation in ANGPT1-deficient cells (Fig. 8C) . Then, we sought to evaluate the effects of ANGPT1 and TGFβR2 knock-down in cell migration using scratch/wound healing assays. Our data indicate that cell monolayers restoration was significantly delayed at 24 h in both ANGPT1 (p < 0.05) and TGFβR2 (p < 0.001)-deficient cells relative to control (Fig. 8D ) being more evident the inhibitory effect in the TGFβR2 silenced cells.
Knockdown of ANGPT1 and TGFβR2 suppresses angiogenesis. In order to define if knockdown of ANGPT1 and TGFβR2 impairs angiogenesis we carried out tube formation assays as described above. As previously observed, co-incubation of HUVEC with MDA-MB-231 cells transfected with miR-204 resulted in a dramatical reduction of the number of endothelial cells branch points and capillary tubes in comparison with controls ( Fig. 8E-G) . Interestingly, co-culture of HUVEC with ANGPT1-deficient cells alters the typical morphology and development of endothelial cell tubules. Moreover, the number of capillary-like structures decreased up to 70%, whereas the number of branch points diminished up to 80% in comparison to HUVEC cells treated with VGFA used as positive control (Fig. 8F,G) . Moreover, typical tubular networks on the matrigel were disrupted at 24 h. The inhibition of TGFβR2 produced a similar effect in angiogenesis, as we found that the formation of tubules was also compromised (Fig. 8E-G ). An additive effect was observed when ANGPT1 and TGFβR2 genes were knock-down, as the number of capillary-like structures and the branch points diminished up to 95% in comparison to control. These changes were not due to alterations in cell viability of MDA-MB-231 with reduced expression of ANGPT1 and TGFβR2.
Rescue of ANGPT1 and TGFβR2 in miR-204 expressing cells partially restore angiogenesis. To obtain additional insights confirming the role of miR-204/ANGPT1/TGFβR2 axis in angiogenesis we performed rescue assays. The complete open reading frame of ANGPT1 and TGFβR2 genes were amplified and cloned into the pcDNA3 expression vector to overexpress the proteins in breast cancer cells. MDA-MB-231 cells were cotransfected with miR-204 and then with pcDNA3-ANGPT1 or pcDNA3-TGFβR2 constructs and in vitro angiogenesis assays were performed. Western blot assays confirmed that transfection of pcDNA3-ANGPT1 or pcD-NA3-TGFβR2 result in significant increased levels of ANGPT1 and TGFβR2 in MDA-MB-231 cells expressing miR-204 (Fig. 9A,B) . After that tube formation assays were performed as described above. As previously observed HUVEC control cells in the presence of VGFA form tubules-like structures which were abolished after 24 h coculture with MDA-MB-231 cells expressing miR-204 (Fig. 9D,F) . Interestingly, co-incubation of HUVEC with (Fig. 9G,I,J) . Likewise, transfection of pcDNA3-TGFβR2 in MDA-MB-231 cells expressing miR-204 resulted in an moderate increase in the number of endothelial cells branch points and capillary tubes in comparison with control (Fig. 9H,I, J) . Taken altogether these data indicate that ANGPT1 and TGFβR2 are effectors of miR-204 and that its forced expression partially restores angiogenesis in breast cancer cells.
Discussion
In this study, we analyzed the miRNome of a set of ductal breast tumors, and identified a signature of 54 miRNAs differentially expressed between tumors and normal tissues. Importantly, we validated the expression of 29 miRNAs in 776 breast tumors and matched adjacent tissues obtained from TCGA. In particular, we found that miR-204, a miRNA that is frequently repressed in human malignancies, was consistently downregulated in all the clinical specimens analyzed here. Importantly, other downregulated miRNAs with key roles in tumorigenesis such as miR-216b, which targets K-RAS oncogene in nasopharyngeal carcinoma and colorectal cells, were identified 13, 14 . MiR-376c and miR-369-3p, which target the Insulin-like Growth Factor 1 Receptor (IGF1R) in melanoma 15 , and c-MYC in osteosarcoma, respectively, were also identified. Additionally, we detected upregulated miRNAs targeting important tumor suppressor genes in diverse neoplasia, such as miR-638 (BRCA1), miR130b (TP53), miR-130b (CSF1), miR-142-3p (IL1A), and miR-301a (BIM, PTEN) ( Table 2 ). However, the role of most of these miRNAs in breast cancer remains to be elucidated. Here, we focused in the study of miR-204, as its function has not been completely addressed in breast cancer. Previous reports indicate indicated that miR-204 is downregulated in diverse malignancies [16] [17] [18] [19] [20] [21] [22] [23] [24] [25] [26] where it is associated with a poor prognostic and a more aggressive phenotype. A potential role for miR-204 in neovascularization processes no related to cancer has been reported. For instance, miR-204 modulates vascular remodeling in human pulmonary hypertension 27, 28 , and loss of miR-204 is associated to corneal neovascularization in mice 29 . Several miRNAs have been implicated in angiogenesis in diverse types of cancers 30, 31 . Nonetheless; the potential biological role of most miRNAs in the angiogenesis regulation of breast cancer is poorly understood. To further define the functions of miR-204 in breast cancer we restored its expression by RNA mimics in MDA-MB-231 and MCF-7 breast cancer cells and analyzed its effects by diverse cellular approaches. The expression of miR-204 resulted in a reduction in cell proliferation, migration and invasion indicating that it functions as a tumor suppressor. Transcriptome analyses showed that a number of genes involved in cell proliferation, migration and angiogenesis, including CREB5, ARHGAP5, FOXC1 MAPRE2, RAB22A and SMAD4, were suppressed by miR-204. Particularly, we found the downregulation of the ANGPT1 and TGβR2 genes which are involved in cell proliferation, migration and angiogenesis in cancer cells 11, 12 . Congruently, our data indicated that miR-204 was able to suppress angiogenesis in vitro through the direct targeting of ANGPT1 and TGβR2, indicating an important role in the neovascularization process. Recent studies showed that both ANGPT1 and TGFβR2 could be regulated by microRNAs 32 , however no previous involvement of miR-204 in angiogenesis in breast cancer has been described. ANGPT1 is a secreted glycoprotein, which binds to Tie2/Tie1 receptors expressed in vascular endothelium, and exerts downstream cellular effects required for the organization and maturation of newly formed vessels 33 ANGPT1 also inhibits apoptosis, stimulates migration, and cell proliferation [34] [35] [36] . On the other hand, TGFβR2 is the ligand-binding receptor for all members of TGFβ family, and previous studies in mouse models have reported that loss of TGFβR2 expression in mammary fibroblasts is linked to tumor initiation and metastasis and to cell proliferation, and angiogenesis 37 . TGFβ pathway plays intricate roles in tumorigenesis behaving as a tumor suppressor at early stages of carcinogenesis as well as a tumor promoter at late stages 38, 39 . The TGFβ pathway promotes tumor progression by inducing tumor growth, epithelial mesenchymal transition, invasion, and metastasis and plays important roles in physiological and pathological angiogenesis 40 . Notably, the TGFβ pathway regulates a number of miRNAs such as miR-29a which promotes angiogenesis in endothelium 41 . Taken altogether our results suggested that miR-204 plays a role in angiogenesis through the negative regulation of ANGPT1 and TGFβR2. Congruently, we found an inverse correlation between the expression of mR-204 and ANGPT1 and TGFβR2 in breast tumors and cancer cell lines. Intriguingly, in some cases, the expression levels of ANGPT1 and TGFBR2 did not correlated with miR-204 levels as is common when compare tissues and cell lines because the heterogeneity of cancer cells. The genetic background of breast cancer cell lines confers differential changes in the expression impacting biological processes resulting from mutational, transcriptional and epigenetic changes. We observed similar findings, particularly for breast cancer cell lines that express different levels of miR-204 and ANGPT21/TGBR2 which sometimes did not correlate because the heterogeneous genetic background of the cells. It is important to note that target gene levels could be finely coregulated by others microRNAs or additional genetic or epigenetic mechanisms which may differ between the breast cancer cells lines studied here which explains, in part, the discordance between miR-204 and ANGPT21/TGBR2 levels observed in a minority of cell lines analyzed here. We found higher ANGPT1 expression in MDA-MB-231, BT20, MCF-7, and ZR-75-1 cell lines, but not inT47D and SKBR3 cells, in comparison to non-tumorigenic MCF-10A and normal adjacent tissues (Fig. 7H) . In a similar way high expression levels of TGFβR2 were observed in five breast cancer cell lines, except for ZR-75-1 cells, relative to MCF-10A and normal tissues. These observations are strengthened by the results of the integration-based approach for ANGPT1 and TGFβR2 expression in a larger cohort of breast cancer patients (n = 522) using datasets from TCGA which indicate that both proteins were downregulated in the half of samples (Fig. 7G ). It will be expected that the targets levels should be inversely proportional to miR-204 expression, however we don't found this behavior in less of half of cell lines analyzed, this could be due also to different regulation mechanisms of TGFβR2 and ANGPT1 expression level, which did not involve miRNAs. The mechanism behind the discordant expression between miR-204 and these two targets in specific cell lines remains to be defined.
Finally, here we provide evidences based on the functional analysis, including knockdown and recue assays, which highlight the role of miR-204/ANGPT1/TGFβR2 axis in angiogenesis. TGFβR2 gene silencing, but not ANGPT1, was able to impair cell proliferation and migration, whereas inhibition of both genes alters angiogenesis. In addition, rescue of ANGPT1 and TGFβR2 expression in MDA-MD-231 cells expressing miR-204 resulted in a partially restoration of angiogenesis in vitro. Thus it is reliable to propose that miR-204 may exert an anti-oncogenic activity in breast cancer cells by two pivotal mechanisms depicted in the working model: i) suppression of TGFβ pathway leading to cell proliferation, migration and angiogenesis repression, and ii) repression of ANGPT1 resulting in angiogenesis blockage (Fig. 9K) . Although speculative and considering the role of miR-204 in angiogenesis, we propose that the implementation of microRNA mimics approaches may represent a potential tool for RNA-based breast cancer therapy. 
Methods

Animals.
Female athymic nu/nu mice at 6-8 weeks of age were used in the experiments. All animals were maintained on 12 h light/12 h dark. Food and water were available ad libitum before to angioreactors implantation Mice were anesthetized with 100 mg/ml Ketamine HCL and 20 mg/ml Xylazine. RNA isolation. Tissues were lysed using a Tissue Ruptor (Qiagen Inc., Valencia, CA), and RNA was extracted using 1 ml Trizol (Invitrogen, Carlsbad, CA) per 50-100 mg tissue as described by the manufacturer. RNA integrity was assessed using capillary electrophoresis system Agilent 2100 Bioanalyzer. Samples with a RNA integrity number >6 were processed.
MicroRNAs profiling. Expression analysis of 667 miRNAs in nine ductal breast tumors and normal adjacent tissues was performed by reverse transcription and quantitative real-time polymerase chain reaction (RT-qPCR) using the Megaplex TaqMan Low-Density Arrays (TLDAs) v2.0 system (Applied Biosystems. Foster City, CA) as described by the manufacturer. Briefly, 70 ng total RNA were retro-transcribed using stem-loop primers. In order to detect low abundant miRNAs, a pre-amplification step was included. The pre-amplified product was loaded into the TLDA and amplification signal detection was performed in the 7900 FAST real time thermal cycler (ABI). Tests were normalized using RNU48 and RNU44 as controls.
Validation of microRNAs profiling data. The Cancer Genome Atlas (TCGA) was used to obtain the datasets of miRNA expression from 776 matched tumors and adjacent normal tissues available from TCGA data matrix (http://tcga-data.nci.nih.gov/tcga/dataAccessMatrix.htm). This dataset was compared with the miRNAs expression profile obtained here in the discovery cohort using TLDAs. Statistical analysis of microRNAs expression. MiRNAs levels were measured by RT-qPCR in TLDAs using the comparative Ct (2−ΔΔCt) method. All analyses were done using R (HTqPCR, gplots-bioconductor). The Ct raw data was determined using an automatic baseline and a threshold of 0.2. A fold change (log2 RQ) value >1.0 was used to define the differentially expressed miRNAs. An adjusted t-test was used to evaluate the significant differences in Ct values between tumoral and non-tumoral tissues. To identify sub-groups defined by miRNAs expression profiles, an unsupervised clustering analysis using Spearman correlation and average linkage was used.
Reverse transcription and real-time polymerase chain reaction. Quantitative RT-PCR analysis of individual microRNAs was performed using MiRNA Assays (Applied Biosystems, Foster City, CA). 100 ng total RNA were reverse transcribed using a looped-RT specific primer, 0.15 μl dNTPs (100 mM), 1.0 μl reverse transcriptase MultiScribe (50 U/μl), 1.5 μl 10X buffer, 0.19 μl RNase inhibitor (20 U/μl) and 4.16 μl RNase-free water. Then, diluted retrotranscription reaction (1:15) was mixed with 10 μl master mix TaqMan (Universal PCR Master Mix, No AmpErase UNG, 2X), 7.67 μl RNase free water, and 1.0 μl PCR probe. PCR reaction was performed in a GeneAmp System 9700 (Applied Biosystems) as follows: 95 °C for 10 min, and 40 cycles at 95 °C for 15 s and 60 °C for 1 min. Tests were normalized using RNU44 and RNU48 as control.
Prediction of miRNAs targets. MiRNAs target genes were predicted using TargetScan and PicTar software. Only gene targets predicted by the two algorithms were included in further analysis. Clonogenic assays. MCF-7 and MDA-MB-231 cells were transfected with pre-miR-204 (30 nM) and scramble (30 nM). Forty-eight hours after transfection, cells were trypsinized, manually counted and seeded in six-well plates (1000 cells per well) to form colonies in 1-3 weeks. A colony was defined to consist of at least 50 cells. After 1-3 weeks, the colonies were counted and experimental data were analyzed. At least three independent experiments were performed for each cell line and data were expressed as mean ±S.D. p < 0.05 was considered as statistically significant.
Cell migration and invasion assays. Briefly, cells treated with the pre-miR-204 (30 nM), or scramble sequence (30 nM) were seeded in triplicate in a six-well plate and grown to 80% confluence. Twenty-four hours postransfection, a vertical wound was traced in the cell monolayer. After 12 and 24 h, cells were fixed with 4% paraformaldehyde and the scratched area was quantified. In transwell assays, chambers (Corning) with 6.5-mm diameter and 8-μm pore size polycarbonate membrane were used. MDA-MB-231 and MCF-7 cells (1 × 10 5 ) transfected with pre-miR-204, or scramble were transferred to 0.5 ml serum-free medium and placed in the upper chamber, whereas the lower chamber was loaded with 0.8 ml medium containing 10% fetal bovine serum. The total number of cells that migrated into the lower chamber was counted after 24 h incubation at 37 °C. Cell invasiveness was evaluated using transwell chambers coated with a layer of extracellular matrix (BD Biosciences). MDA-MB-231 cells were treated with pre-miR-204 (30 nM) and 24 h postransfection, the invasive cells were fixed with 100% methanol, stained with 1% toluidine blue (Sigma) and quantified by manual counting in randomly selected areas. Experiments were performed three times by triplicate and results were expressed as mean ± S.D. p < 0.05 was considered as statistically significant.
Angiogenesis assays in vitro.
Tubules formation assays based on the ability of human umbilical vein endothelial cells (HUVEC) to form three-dimensional capillary-like tubular structures in vitro were performed using the Gibco Angiogenesis Starter Kit (A1460901), which contains media and reagents optimized for culturing HUVEC on Geltrex LDEV-Free Reduced Growth Factor Basement Membrane Matrix to model the formation of endothelial cell tube networks. Procedures were as follows: Wells of a 24-well plate were coated with 50 μL of geltrex matrix and incubated at 37 °C for 30 min. Then, MDA-MB-231 cells (1 × 10 4 cells/well) transfected with pre-miR-204 (30 nM) or scramble (30 nM) negative control were added and cultured in complete DMEM medium. After confluence, medium was removed and HUVEC (1 × 10 4 cells) were co-cultured with MDA-MB-231 cells in DMEM without complement. Cultures of HUVEC alone or treated with VEGFA were used as negative and positive controls, respectively. After 24 h of co-culture, the formed tubules were observed under an inverted microscope (Iroscope SI-PH) and imaged. Branch points and tubular structures were individually counted by two observers. MDA-MB-231 cells (1 × 10 4 cells/well) silenced in ANGPT1 or TGFβR2 genes by RNA interference were also evaluated. Experiments were performed three times by triplicate and results were expressed as mean ± S.D. p < 0.05 was considered as statistically significant.
Directed in vivo angiogenesis assay. Angiogenesis in vivo was evaluated using the DIVAA kit (Trevigen) with some modifications. Briefly, angioreactors were filed with 50,000 pre-miR-204 transfected or scramble control MDA-MB-231 cells embedded in 20 μl of basement membrane extract (BME). Angioreactors were incubated at 37 °C for 1 h. For positive controls, angioreactors were filled with BME supplemented with VEGF (18 ng/ml) plus FGF1 (60 ng/ml). Two angioreactors were implanted in each immunocompromised nude mice subcutaneously in the dorsal region, (2 mice for pre-miR-204, 2 mice for scramble and 2 mice for VEGF/FGF1). The angioreactors were removed after 9 days after implantation, angioreactors were photographed. Presence of blood
